Since the advent of a novel technique of enzyme resolution of bacterial aspartic acid deaminase (Lichstein and Umbreit, 1947) , this enzyme has been linked with biotin (Liclstein and Umbreit, 1947; Wright et al., 1949) , with adenylic acid (Lichstein and Christman, 1948) , and with a coenzyme present in yeast and liver extracts (Lichstein and Christman, 1949; Christman and Lichstein, 1950) . These natural extracts were fractionated by paper partition chromatography to yield certain fractions devoid of free biotin, which stimulated the resolved aspartic acid dmins. Very strong acid hydrolysis of these fractions resulted in a material which would substitute for biotin in the growth of Saccharomyces cerevisiae. Further studies with these same coenzyme fractions (Lichstein, 1950) showed marked similarities of stimulations on the resolved systems known to be associated with biotin, namely aspartic acid, serine and threonine deaminases, and oxalacetic and succinic acid decarboxylases, regardless of the method of resolution employed. These results were indicative that the coenzyme was a biologically active form of biotin.
The organism used to prepare partially resolved aspartic acid deaminase was Bacterium cadaverie. This method has been outlined in previous publications (Lichstein and Christman, 1948, 1949) . Biotin asays with Saccharomyceafragiti8 and Lactobacillus casei were performed by the methods of Snell et al. (1940) and Shull et at. (1942) , respectively. EXPERIMENTAL 
RESULTS
During routine examination of coenzyme synthesis by yeast it was noted that biotin-free sterile yeast medium, upon strong acid hydrolysis, yielded a material which was able to stimulate partially resolved aspartic acid deammise.
Investigation showed that the medim constituent responsible was glucose; the active material could be prepared by autoclaving glucose in sulfuric acid. The method of preparation is as follows. One gram of cp glucose is dissolved in 40 ml of 4 N H2S04 and autoclaved at 121 C for 2 hours. The charred material is adjusted to pH 7.0 with barium hydroxide, and the barium sulfate removed by centrifugation. The solution is then clarified with a 1 g portion of Darco G-60 and concentrated to a thick syrup over steam. The syrup is dissolved in 25 ml of water, clarified again with carbon, and made up to a convenient volume.
An assay comparing the relative activities of Difco yeast extract (395778) and this concentrate is shown in table 1. Microbiological assays for biotin using both Lactobacillus casei and S. fragili8
reveal that none of this factor is present in the active preparation.
DISCUSSION
It becomes apparent from the data presented that the coenzyme of aspartic acid deaminase can be prepared by sulfuric acid degradation of carbohydrates, particularly glucose. The physical properties lead one to believe that this sub-stance is a non-ionic low molecular weight compound. Attempts to find the coenzyme among the known commercially available products of acid degraded glucose have been unsuccessful.
Since the method of preparation and microbiological assays indicate that no biotin is present in the prepared coenzyme, we can only conclude that biotin is less directly concerned with aspartic acid dea inase than the previously hypothesized coenzymatic role. It may well be that biotin could be concerned with the cellular formation of the coenzyme, either from glucose or some other substance.
SUMMARY
The coenzyme of aspartic acid deaminase can be prepared by the sulfuric acid degradation of glucose or other carbohydrates.
